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In Table 1, page 2 of our Bio-protocol paper https://www.bio-protocol.org/e3 141, the reverse primer (V20-R) for colony
PCR and DNA sequencing is incorrect, the correct sequence is 5>~ AAGGGAACAAAAGCTGGAGC-3".

Table 1. The primers for colony PCR and DNA sequencing

Primer Sequence
U6Bp-FS1 5’-TCAACAAACGAACAATAGGACAC-3’
V20-R 5’-AAGGGAACAAAAGCTGGAGC-3’

And in page 6, Note of Procedure B2, "If we want to mutate a gene on the second chromosome, we should choose
THO00788 (y,v; attp40{nos-Cas9}) to microinject, while a gene on the third chromosome to choose TH00787 (y,v;;
attp2{nos-Cas9})" , the order of the description of two chromosome is reversed. The correct description is as below:

Note: The transgenic Cas9 flies were created through integrating nos-Cas9 plasmid (Ren et al., 2013) into attP40
landing site on the second chromosome or attP2 landing site on the third chromosome by phiC31 integrase, followed by
screening for the vermillion+ marker present in the nos-Cas9 plasmid. If we want to mutate a gene on the third
chromosome, we should choose THO00788 (v,v; attp40{nos-Cas9}) to microinject, while a gene on the second
chromosome to choose THO0787 (y,v;; attp2{nos-Cas9}). Also, both TH00788 and THO0787 can be selected to
microinject to mutate a gene on the X or the fourth chromosome. Please note that nos-Cas9 and target gene should be
expressed on different chromosomes in order to separate the chromosome with Cas9 in next step.
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